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Protein Extraction
CNMCS Compartmental Protein Extraction Kit

Cytoplasmic, Nuclear, Membrane, and Cytoskeleton Protein

One kit isolates four different proteins sequentially
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Fig. 1 Example of CNMCS Protein Extraction from Mammalian Tissue
Total protein and compartmental proteins extracted from rat colon tissue
using BioChain’s Total Protein Extraction Kit and CNMCS Compartmental
Protein Extraction Kit were submitted to SDS-PAGE in 5 identical gels.
Coomassie staining of one piece of gel indicated distinct protein pattern of
respective fractions. Immunoblotting of PVDF membranes transferred from
four other pieces of gel against cytoplasmic marker protein GAPDH, nuclear
marker protein Histone H1, membrane marker protein EGFR, and cytosk-
eleton marker protein vimentin assigned the majorities of the marker pro-
teins to their expected compartmental fractions.

Lane 1: Total Protein; Lane 2: Cytoplasmic Protein; Lane 3: Nuclear Pro-

tein; Lane 4: Membrane Protein; Lane 5: Cytoskeleton Protein.

Cat# K3013010
Features

e  Convenient - Provides a complete set of components
for stepwise preparation of cytoplasmic, nuclear,
membrane, and cytoskeleton proteins from tissues
and cultured cells

e Fast — isolate four compartmental proteins in less
than three hours

* Reliable - Super-quality and highly reproducible
separation of subcellular proteome fractions as veri-
fied by clearly distinct protein patterns and precise
subcellular localizations of marker proteins

e Pure - Minimal cross contaminations

e Simple - Easy to use compared with other methods,
such as differential centrifugations

Applications

e Detection of differential post-translational modifica-
tions or differential subcellular localization of target
proteins

 Enrichment of low-abundance proteins for visual-
ization and subsequent analysis

e  Preparation of nuclear extract from tissues and cul-
tured cells is crucial for studying DNA binding pro-
teins such as transcription factors employing gel
mobility shift techniques

e Preparations of cytoplasmic fractions are useful to
study soluble proteins abundant in cytosol

e Preparations of membrane fractions to study mem-
brane proteins such as receptors

e Preparations of cytoskeleton fractions to study cy-
toskeleton proteins

Total Protein Extraction Kit
A complete set for total protein isolation including protease inhibitor cocktail

Cat# K3011010

Features
kd M 1 23456738 ) ) « lIsolate protein from large samples
= MrEEE ::tl)?élz Th"i image °f4520‘f3 - Isolate protein either from tissues or from cultured
o = [ | [~ dient SDA-PAGE gel cells
1;5)58 E _I bl = %;;” proteins were isolgteci . Pr_ote_ins are intact, and some proteins purified by
} from 8 different human tis- this kit could be over 250 kd in mass
50 S E sues by Total Protein Extrac-
37.5 [N tion Kit. Lane 1, Liver; lane Application
25 i = 2, Kidney; lane 3, Brain; lane The Total Protein Extraction Kit can be used for isolation of
0 =100 - i 4, Skeletal Muscle; lane 5, protein from tissues or cultured cells. The isolated protein
:g :""""“‘"""' g?'eeni "'_’”eg'l'-””% Izr:e 7, can be used for Western Blot, DNA-protein interaction, enzy-
o il a;cen BB €l LD ) Siey matic activity analysis, protein-protein interaction, immuno-
et ' precipitation, and tissue specific expression identification.
1 www.amsbio.com @» info@amsbio.com



Protein Analysis and Localizations

ImmuChem Immunohistochemistry (IHC) Kit
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Fig. 3 The images of several BioChain’s tissue section products stained
by ImmuChem IHC Kit. A: Ovary tumor tissue stained by P53 antibody (400x);
B: Normal colon lymph node tissue stained by EGFR antibody (100x); C: Breast
tumor tissue stained by EGFR antibody (100x); D: Breast tumor tissue stained
by EGFR antibody (400x).

IsHyb In Situ Hybridization (ISH) Kit

A

Cat# K3181100 100 slides
Cat# K3181500 500 slides

Features

Easy- to-use - A highly optimized procedure guides
you through each step of the process of the IHC
and the counterstaining. Straightforward instructions,
color coded reagents, notes and troubleshooting tips
are valuable aids to the novice and the expert.
Maximum sensitivity - High signal with low back-
ground

Environmental protection - Carcinogenic DAB sub-
strate can be neutralized before disposal

Can immunostain the same tissue section followed
by in situ hybridization with BioChain’s IsHyb ISH
Kit

Application

Both frozen and paraffin embedded tissue sections

Cat# K2191020 20 slides
Cat# K2191050 50 slides

Fig.4 Colon tumor and normal tissues were in situ hybridized using BioChain’s IsHyb ISH Kit with Dig P53 probe; One colon tumor slide can be in
situ hybridized with P53 probe followed by immuno staining with GAPDH antibody using BioChain’s InmuChem IHC Kit.

A: Normal colon tissue was in situ hybridized with P53, the result is negative as expected. (BCIP/NBT 100x)

B: Colon tumor tissue was in situ hybridized with P53, the result is positive as indicated by the arrow. (BCIP/NBT 100x)

C: Colon tumor tissue was in situ hybridized with P53 followed by immuno staining with GAPDH antibody, the result is positive as indicated by the arrows.

Features

* Non-isotopic, colorimetric detection of gene expression

* RNase-free, ISH-optimized reagents
* Can be used with either DNA or RNA probes
* Tested by Digoxingenin labeled DNA probes
*  Optimization of ISH assay conditions

e ISH detection in tissue section and/or tissue microarray slides

e  Full technical support

Applications

+ Diagnostic determination and clinical decision-making

* Gene mutation studies
e Protein expression and functional analysis
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Protein Analysis and Localization

Antigen Retrieval Dewax Solution - Dewax and antigen retrieval in one step within 10 minutes

Cat# K8231100 100 ml
Cat# K8231500 500 ml
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G e A A. Xylene dewax and routine retrieval in two

steps. (400x)
B. ARD solution dewax and retrieval in one
step. (400x)

Features
 [Easy-to-use - Dewax and antigen retrieval in one step within 10 minutes
e Compatible - Works with all different immunohistochemical staining kits

Applications
e Dewax formalin fixed, paraffin embedded slides
* Antigen retrieval for certain antibodies

Tissue Sections - Human, monkey, rat, and mouse

Fig. 6 In Situ Hybridization and Immunohistochemistry of P53 gene in human colon tumor tissue. Three serial
paraffin embedded tissue sections were analyzed for P53 gene expression in human colon tumor tissue. The results show
P53 mRNA and P53 protein are localized in the same area. The results are presented at 400x magnification.

A. H.E. stained Image

B. Image of immunohistochemistry

C. Image of in situ hybridization

Fig. 7 H.E. stained image of both
paraffin embedded and frozen
kidney tissue section.

A. Paraffin embedded kidney section
B. Frozen kidney section

Features
e Tissue from a wide variety of difficult to obtain tissue sources
e Both paraffin embedded and frozen sections
* Suitable for both immunohistochemistry and in situ hybridization
e Multiple tissues or a single tissue per slide
 Documentation of tissues’ clinical histories available upon request

Applications
e  Cellular localization of tissue specific mMRNA and protein expression
* Identification of tumor and disease specific genes, proteins by in situ hybridization,
immunohistochemistry, or in situ PCR
 Comparison of the locations of novel genes in different tissues
* Control slides for immunohistochemistry studies

. N .
3 www.amsbio.com Gl info@amsbio.com



Protein Analysis and Localization

Ready-to-use Tissue Proteins

The largest collection of premium quality total, nuclear, membrane, cytoplasmic, and cytoskel-
eton proteins from human, monkey, rat, mouse, and plant
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Fig. 8 Coomassie staining of one piece of gel indicted distinct protein
pattern of respective fractions. Inmunoblotting of PVDF membranes
transferred from three other pieces of gel against cytoplasmic
marker protein GAPDH, nuclear marker protein Histone H1, and
membrane marker protein EGFR assigned more than 90% of the
marker proteins to their expected compartment fractions. Lane 1:
Total protein from rat colon; Lane 2: Cytoplasmic protein from rat colon;
Lane 3: Nuclear protein from rat colon; Lane 4: Membrane protein from
rat colon.

Total Protein Western Blots

Features

* The largest tissue resource from human, mouse,
rat, monkey, and plant on the market

* High quality, with intact structure and original
nature

 Documentation of tissues’ clinical histories
available upon request

* Proteins from different target localizations:
nuclear, membrane, cytoplasmic, cytoskeleton,
as well as total protein

Applications

* Electrophoresis, Western blotting and
immunoprecipitation

 Enzymatic activity analysis

* Protein-protein interaction analysis, mass
spectrum analysis

e  Protein-DNA interaction analysis

e Tissue specific expression identification

High quality and cost-effective ready-to-use western blots
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Fig. 9 Image of Proteins on SDS-PAGE Gel and Western Blot (Cat.
No. W1234404) Analyzed by GAPDH Antibody.

A.Coomassie blue stained proteins from 16 different human normal
organs on 4-20% SDS-PAGE gradient gel

B.Western Analysis of the 16 proteins by GAPDH antibody.

The proteins from lane 1 to lane 16 are: Heart, Brain, Kidney, Liver,
Lung, Pancreas, Spleen, Skeletal Muscle, Stomach, Small Intestine,
Colon, Rectum, Uterus, Prostate, Testis, and Placenta.

Features

* High sensitivity and low background

* Normalization based on the amount of protein
used on blots

* Inter-blot control built into every blot

* Broad selection from a wide variety of tissues

e  Suitable for both radioactive and non-radioactive
detection

e Documentation of tissues’ clinical histories
available upon request

* Identical format of Northern blots and paraffin
tissue section panels are available. cDNAs from
the same tissues are also available for PCR
detection.

Applications

e ldentifying specific protein expression in a wide
variety of tissues

* Determining protein size

* Analyzing protein expression patterns

 Comparing expression levels of novel proteins

 Examining alternative splicing and premature
termination of specific proteins
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Protein Analysis and Localization

Custom Service for Recombinant Protein
Efficient, Reliable, and Cost-effective
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Fig. 11 The image of a purified
43.0 recombinant protein on SDS-
PAGE gel.
35.1 kd Yop51 protein was
expressed in BioChain’s E.coli
expression system successfully,
and purified by 6xhis taq affinity
method.
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Total Time: 3-4 weeks

BioChain’s Recombinant Protein Expression Service is a
complete solution for your needs, helping your organization
to deal with the protein bottleneck. Protein Expression
Service combines a variety of expression systems (bacte-
rial and baculovirus), across a range of scales, with a full
range of purification options, providing you with the
material required for your application. The service spans
vector construction through purification of ready to use
protein and can be tailored to meet your exact require-
ments.

Construct Generation:
e  Cloning of coding sequence into one of a wide
range of expression vectors
* The sequence of the constructed vector will be fully
verified
*  Preparation of constructed plasmid DNA

Assessment and Optimization

e Introduction of constructed plasmid DNA into
bacterial/mammalian cells

* Selection of over-expressing cells

e Small scale expression and purification study
assessed by SDS-PAGE and Western blot
(anti-tag or specific antiserum) analysis

*  Estimation of protein yield

Scale-up and Purification

e Large-scale growth of over-expressed cells

e Cells are harvested and lysed

e  Protein typically purified from cleared lysate via
purification tag

*  Further purification to remove any contaminants
e.g. gel filtration

e SDS-PAGE and Western blot analysis of purified
protein

* Removal of purification tag and further SDS-PAGE
analysis

e  Determination of protein concentration

*  Delivery of purified protein ready for use in your
application

Custom Monoclonal Antibody Service
Efficient, Reliable, and Cost-effective

Fig. 10 Image of western detection
by BioChain’s custom made GAPDH
monoclonal antibody.

Protein lysate from rat colon tissues
were reacted with the GAPDH
antibodies from 2 different immunized
mice.

Total Time: 4 months
BioChain offers a reliable, time and cost efficient service for
your Custom Monoclonal Antibody needs.
Our Custom Monoclonal Antibody service gives you:
e Immunization of 5 Balb/c mice
e Fusion of spleen cells with SP2/0 myeloma cells
e ELISA screening for selection of antibody produc-
ers
* Subcloning and expansion of selected antibody
producers

Primary Antibodies

KSHV ORF62 (monoclonal mouse IgM)
KSHV ORF45 (monoclonal mouse IgG)
Glyceraldehyde-3-phosphate dehydrogenase
(GAPDH) (monoclonal mouse 1gG)

Amyloid-like protein 1 precursor (APLP 1)
(monoclonal mouse IgM)

Interleukin-10 (IL-10) (monoclonal mouse IgG)
HIV-1 N’-Fusin (CXCR4) (polyclonal Rabbit IgG)
HIV-1 C’-Fusin (CXCR4) (polyclonal Rabbit I1gG)
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Protein Detection

Cat# K3171120 1200 cm?
Cat# K3171250 2500 cm?
Each available with anti mouse, rabbit, chicken or goat secondary antibodies

Attoglow Western Blot Analysis Kit
Super sensitivity at atto gram level

- Millennium Enhancer

ing 0.1ng 10pg 1pg 0.5pg 0.1pg 10fg 10ag 1ag 1ag 1OagL' 10fg 0.1pg 0.5pg 1pg 10pg 0.1ng 1 ng

+ Millennium Enhancer

Fig. 12 The sensitivity of Attoglow Western Blot Analysis Kit. One ng of purified Rabbit muscle GAPDH was serially diluted to 1 attogram and electro-
phoresis was performed. The gel was transferred to a PVDF membrane, and then cut in the middle. The right section was treated with Millennium Enhancer,
and the left was untreated. Immunoblotting was done using a primary antibody (clone 6C5) and HRP-conjugated rabbit anti-mouse antibody, and chemilu-
minescent substrates were applied. A film exposed for two minutes is shown above. 10" g of antigen without treatment and 10 g of GAPDH with treatment
gave similar signal strengths, indicating a 1000-fold enhancement*.

* Fold enhancement varied from a few- to a 1000-fold depending on the characteristics of antibodies and antigen used.

Features

e Sensitive - detect antigens at atto gram or yoctomole e Simple - Very user-friendly, non-isotope, equipment

level, extremely useful for low copy genes or anti- free

bodies with low sensitivity. Others’ kits only reach
up to femto gram level.

e Versatile — 100% Enhancement on top of all kinds
of chemiluminescent substrates

e Synergistic - Synergistic effect with conjugated com-
plex enhancers and substrate enhancers

e Cost Effective — The most competitive price on the
market, sufficient for 2,500 cm? membrane. Listed
price is 20% lower than that of other vendors’ West-
ern blot kits

e Compatible - Compatible with PVDF, nitrocellulose,

e Convenient - Complete kit contains secondary anti-
body and chemiluminescent substrate

Applications

e Detects trace amount of antigen, low expression gene
products, useful when poor affinity antibodies are
available.

 Western and protein arrays where high sensitivity is
needed.

e Combinations with other Western blot enhancers; for
an example, in combination with substrate enhanc-

and nylon membranes ers, increased signal magnification is achieved.

Cat# K3172120
Cat# K3172250

1200 cm?

Attoglow Western Blot Enhancing Kit 2500 om?

Compatible with all other Western kits on the market
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Fig. 13 The effect of Enhancer with other company’s chemiluminescent western detection kit. 0.2 ug NT2/D1 cell
lysate were loaded in lane 1 and lane 3, 2 ug NT2/D1 cell lysate were loaded on lane 2 and lane 4. Lane 1 and lane 2
were treated with Attoglow enhancer while lane 3 and lane 4 were not treated with enhancer. A: 15 minutes exposure;
B: 1 minute exposure

Attoglow Western Enhancing Kit can be used independently to boost western blot signal. This kit is compatible with any kind of
chemiluminescent western detection kit. With the enhancer, many of the low expression proteins can be detected.
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